The production of tetanus toxoid in a large culture vessel was described by R. 0. Thomson (Nature 180:1126 , 1957 . By employing a semicontinuous procedure, 70 liters of culture every 48 hr could be produced. When fully continuous methods were attempted, the organism tended to lose toxigenicity.
J. R. Hepple (J. Appl. Bacteriol. 28:52, 1965) was able to obtain large volumes of high potency material by batch cultivation in tanks, but did not report any yields.
was sterilized at 118 to 122 C for 1 hr, cooled rapidly to 36 to 39 C, and inoculated immediately.
Seed cultures of Clostridium tetani (Massachusetts strain) were maintained at -70 C in 1.0-ml amounts in glass ampoules. One or four of these ampoules were thawed and inoculated into 200 to 300 ml of Brewer's thioglycolate broth contained in 500-ml bottles. After incubation at 37 C for 24 to 30 hr, these cultures were used to inoculate the tank.
Tank cultures were incubated for 7 to 8 days 10:146, 1962) . This is to permit the APPL. MICROBIOL. (Table 2) show that both toxoids exceeded the minimal requirement of serum antitoxin levels in a 4-week period. It thus appears that satisfactory toxoid can be produced in the manner described. In addition, the Massachusetts medium would seem to be the medium of choice for this purpose, since all ingredients are commercially available and the absence of protein in the medium may result in a more refined product.
